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Sir ; 



follows 



I, Sanford R. SAMPSON, hereby declare and state as 



I am a professor at Bar-Ilan University in Israel and 
my educational and professional experience is presented in the 
curriculum vitae attached hereto. 

The experiments described below were either conducted 
by me or under my supervision, and I can attest of my own 
personal knowledge that all the results reported hereby are true 
and accurate . 
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Effect of Redoxla compounds on 3T3 fibroblasts 

3T3 fibroblasts, which are non-malignant cells that can 
be grown in culture, were treated with combinations of compounds 
obtained from Redoxia Israel, Ltd (herein referred to as 
^''Redoxia" compounds) , and according to the protocol (original 
concentrations as suggested by Redoxia) in Table 1 below. 

Table 1 





DSF 


BCNU 


BSO 


Curcxomln 


A 


10"^M 


2xlO"^M 






B 


10"^M 


2xlO"^M 


5xlO"^M 




C 


10"^M 


2xlO"'^M 


5xlO"^M 


10"^M 



In addition, a second group of cells was untreated for the 48-hr 
period, and a third group was treated with a known inhibitor of 
cell proliferation (10~^M Doxorubicin) 

Cells were initially grown at 37*^0 in an atmosphere of 
5% CO2 and 100% humidity, and the medium was changed every other 
day and the day before the experiment. The day before treatment, 
cells were transferred to 96-well plates. The cells were in the 
logarithmic phase during the whole time of the experiment. 

One day after seeding cells, compounds were added to 
the plates in the desired combination (see A, B and C in Table 
1). Treatments were conducted for 48 hr followed by washing out 
of the compounds and replacement with fresh growth medium. All 
cells were examined 48 hr after the beginning of treatment and 
then 4 and 6 days after washout. Cells were also photographed 7 
days after washout. 
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In this study, the viability assay, based on the 
metabolic activity measured in cell populations via incubation 
with a tetrazolium salt (e.g., MTT, XTT, WST-1) that is cleaved 
into a colored formazan product by metabolically active cells, 
was used. The absorbance, as determined on a spectrophotometer 
(ELISA Reader) is directly proportional to the number of 
metabolically active cells. Figures lA-lC below show graphs of 
viability measurements made at 48 hours after treatment (Fig. lA) 
and 4 days (Fig. IB) and 6 days (Fig. IC) after washout. 
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Fig. IC 

Viability measurements were made on doxorubicin-treated 
cells 4 and 6 days after washout. There were no viable cells in 
this group and, therefore, the values approached those obtained 
on the untreated control or compound-treated cells. 

It is important to note that 4 and 6 days after 
washout, there was only a slight increase in the absorbance of 
the Group C treated cells. The other groups were not different 
from untreated. The exception is Group B, which for some reason 
gave extraordinarily high readings. We have no explanation for 
this aberrant behavior. 



Figure 2 below shows photographs of 3T3 fibroblasts 2- 
weeks after seeding. Upper row: Control untreated cells. Middle 
row: cells were treated with either the Redoxia Compounds (left) 
or Doxorubicin (right) for 1 hr, washed and followed for 2-weeks. 
Lower row: cells were treated with either the Redoxia Compounds 
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(left) or Doxorubicin (right) for 2 hr, washed and followed for 
2-weeks . 
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Figure 2 

The results indicate that the Redoxia compounds 
interfere with proliferation of 3T3 fibroblasts but may not kill 
the cells, or may kill only a relative few. The cells appear to 
be able to resume proliferation after a delay. In contrast. 
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doxorubicin appears to kill virtually all the cells in the 
culture, and the cells do not resume proliferation. 

In conclusion, no significant toxic effects of the 
Redoxia compounds on the 3T3 non-malignant cells could be 
detected with the combinations of Redoxia compounds for up to 7 
days after washout. This is in contrast to doxorubicin which 
essentially killed all the cells. 

Treatmen-t of pancrea-tlc and pros-tra-te cancer cells 

Cell proliferation in three types of pancreatic cancer 
cells, BXPC3, Colo and PAN 10.5 and in DU14S prostrate cancer 
cells, was determined with the use of a cell-proliferation kit, 
which measures the metabolic activity in cell populations via 
incubation with a tetrazolium salt (e.g. MIT, XIT, WST-1) that is 
cleaved into a colored formazan product by metabolically active 
cells. A combination of four Redoxia compounds/agents (10~^M 
DSF, 2 X 10"^M BCNU, 5 x 10"^M BSC, 10"^M Curcumin) were examined 
for their effectiveness. The positive control was treated with 
10~^M doxorubicin, a known inhibitor of cell proliferation, and 
the negative control is untreated cells. Cells were initially 
grown at 37°C in an atmosphere of 5% CO2 and 100% humidity, and 
the medium was changed every other day and the day before the 
experiment. The day before treatment, cells were transferred to 
96-well plates. The cells were in the logarithmic phase during 
the whole time of the experiment. 
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One day after seeding cells, compounds were added 
to the plates. Cells were treated for 48 hours and measured for 
cell survival. In these studies, the number of cells was 
determined by cell counting methods. The results for the 
prostate cancer cells and the three types of pancreatic cancer 
cells are presented below in Figures 3 (BXPC3) , 4 (Colo) , 5 (PAN 
10.5) and 6 (DU145) . All the treated cancer cells show dramatic 
reduction of cell proliferation compared to the negative control, 
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Colo Pancreatic Cancer Cells 
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Fig. 4 



PAN 10.5 Pancreatic Cancer Cells 
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DU 145 Prostate Cancer Cells 
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Fig. 6 

Figure 7 below shows the effect of agents on mouse 
bladder tumor cells after 48 hour treatment. 2 Agnts = DSF+BCNU; 
3 Agnts = 2 Agnts +BSO; 4 Agnts = 3 Agnts + curcumin. The 
concentrations used in each combination of agents were DSF 10~^M, 
BCNU 2xlO"'^M, BSO 5xlO"^M, curcumin 10"^M. The combination of four 
compounds/agents in particular showed a dramatic decrease in cell 
survival (as percent of untreated control) compared to untreated 
control cells (medium) . 
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The undersigned declares further that all statements 
made herein of my own knowledge are true and that all statements 
made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that 
willful false statements and the like so made are punishable by 
fine or imprisonment, or both, under Section 1001 of Title 18 of 
the United States Code and that such willful false statements may 
jeopardize the validity of the application or any patent issued 
thereon . 
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Date: 


Institute 


Desree 


Area of SDecialization 


1959 


University of CaUfomia 


B.A. 


Physiology 


1964 


University of Utah 


Ph.D. 


Pharmacology 


1959-1964 


USPHS Pharmacology training 
grant, Dept. of Pharmacology, 
University of Utah College of 
Medicine 


Predoctoral Fellow 


Pharmacology/Physiology 


1964-1966 


Interdepartmental Institute for 
Training in the Neurologic and 
Behavioral Sciences, Dept. of 
Pharmacology, Albert Einstein 
College of Medicine 


Postdoctoral Fellow 


Neuropharmacology 


1966-1969 


Cardiovascular Research Institute, 
University of California, San 
Francisco Medical Center 


Special Postdoctoral 
Fellow 


Sensory Neurophysiology 



B. PROFESSIONAL EXPERIENCE AND ACADEMIC APPOINTMENTS 



Date: 


Institute 


Title 


Research area 


1979-present 


Faculty of Life Sciences, Bar-Ilan 
University, Ramat-Gan, Israel 


Professor 


Cell Physiology 
and Biochemistry 


2002-2004 


Faculty of Life Sciences, Bar-Ilan 
University, Ramat-Gan, Israel 


Dean 


Cell Physiology 
and Biochemistry 


1998-2002 


Faculty of Life Sciences, Bar-Ilan 
University, Ramat-Gan, Israel 


Department Head 


Cell Physiology 
and Biochemistry 


1994-2003 


Academic Supei^visory Committee, 
Optometry Studies Program, Bar-Ilan 
University, Ramat-Gan 


Chairman 


1994-2003 


1990-1996 


Otto Meyerhoff Center for Study of 
Drug-Receptor Interactions, Bar-Ilan 
University, Ramat-Gan, Israel 


Head 


Cellular 
Pathology 


1988- 


Louis Fisher Chair in Cellular 
Pathology, Bar-Ilan University, 
Ramat-Gan, Israel 


Incumbent 


Cellular 
Pathology 


1985- 


Bar-Ilan Health Science Continuing 
Education Center, Ramat-Gan, Israel 


Academic Director 




1981- 


Health Science Research Center, 
Department of Life Sciences, 
Bar-Ilan University, Ramat-Gan, Israel 


Director 




1979-1982 


Institute for Experimental Physiology 
and Surgery, Beilinson Hospital 
Medical Center, Petah Tikva, Israel 


Associate Director 


Cellular 
Neurophysiology 


1978-1979 


Neurobiology Department, Weizmann 
Institute of Science, Rehovot, Israel 


Visiting Scientist 


Cellular 
Neurophysiology 


1974-1979 


Department of Physiology, University 
of California, San Francisco 


Associate Professor of 
Physiology in Residence 


Sensory 
Neurophysiology 


1973-1979 


Cardiovascular Research Institute, 

LTnivcrsity of Califoniia, San Francisco 


Associate Staff 


Sensory 

Neurophysiology 


1971-1973 


Cardiovascular Research Institute, 

University of California, San Francisco 


Research Scientist 


Sensory 

N e urop hy s i o lo gy 


1971-1974 


Department of Physiology, University 

of California, San Francisco 


Assistant Professor of 

Physiology in Residence 


Sensory 

Neu rophy s iology 
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1969-1971 


National Heart & Lung Institute, 
Cardiovascular Research Institute 


Special Fellowship 


Sensory 
Neurophysiology 


1969-1971 


Department of Phannacology, 
University of California, San Francisco 


Assistant Professor in 
Residence 


Pharmacology 
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